Plasma glutamate carboxypeptidase is a negative regulator in liver cancer metastasis

SUPPLEMENTARY DATA
Cell viability assay
Cell viability was assessed using a 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT, Sigma Chemical Co., St. Louis, USA) assay following the manufacturer's instructions. The cells were seeded at a density of 1 × 10 4 cells per well and treated with siCont or siPGCP. MTT (2 mg/ml) was added to each well and the absorbance was measured using a microplate reader (Bio-Rad, Hercules, USA) at 570 nm.
Supernatant preparation and concentration
293T cells were transfected with mock vector, PGCP or DKK4 plasmid in serum-free media. After 48 h, each supernatant was harvested and concentrated using Amicon® Ultra concentrators (UFC903024, Millipore, Darmstadt, Germany). We added up to 14 ml of media to the Amicon® Ultra filter device, and samples were centrifuged at 4,000 × g for 5 min.
Immunohistochemical staining
An EnVision + kit/HRP kit (Dako, Carpinteria, CA) was used. Paraffin-embedded sections of lung tumor specimens were processed in a microwave (90°C) in an antigen-retrieval solution (pH 9) (S2367; Dako), treated with a peroxidase-blocking reagent, and then treated with a protein-blocking reagent (K130, X0909; Dako). Tissue sections were incubated with rabbit anti-PGCP, anti-β-catenin and anti-phospho-LRP antibodies, followed by incubation with an HRP-conjugated secondary antibody (Dako). Antigens were visualized with the substrate chromogen (Liquid DAB Chromogen; Dako). Finally, tissue specimens were stained with Mayer's hematoxylin solution (Hematoxylin QS; Vector Laboratories) for 20 seconds to discriminate the nucleus from the cytoplasm. Human HCC tissues were purchased from Super Bio Chips (CS5, Seoul, South Korea).
Reporter gene assay
Luciferase activity was examined using a luciferase assay kit (E1910, Promega, Madison, WI). In brief, SKHep1 cells were transfected with control siRNA or PGCP siRNA for 48 h and then transfected with TOP-or FOPFlash reporter constructs and Renilla in a 48-well plate (3 × 10 4 cells per well). After 24 h, lysates of SK-Hep1 cells were measured using the assay kit protocol. All of the data were normalized to Renilla activity.
RNA-seq experiments and analysis
The quality and integrity of the RNA were confirmed by agarose gel electrophoresis and ethidium bromide staining, followed by visual examination under ultraviolet light. The sequencing library was prepared using the TruSeq RNA Sample Preparation kit v2 (Illumina, San Diego, CA) according to the manufacturer's instructions. In brief, mRNA was purified from total RNA using poly-T oligo-attached magnetic beads, fragmented, and converted into cDNA. Adapters were then ligated to the cDNA, and the fragments were amplified by PCR. Sequencing was performed in paired-end reads (2 x 100 bp) using a HiSeq 2000 (Illumina). The reference genome sequence data from Homo sapiens were obtained from the University of California Santa Cruz Genome Browser Gateway (assembly ID: hg19). The reference genome index was built using the build component of Bowtie2 (ver. 2.0) and 
